antstmrnt u p> (12) & §§ 1*= & $1 (a) 
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FI 
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mn\z&< 



[HUB! HCV^SSS, m **o(SR=a-8tKffiW 

am. 

IWfctf P C Rmz£ {,HC vM&^m^My 

9 KTA h . SIKfJftii P C Rjgfc i I, H c v®e 
&£6m<?)$ *>&1lt?t> 1 5^L4 1 &&5^j£S62 



r 



( 



1 

i mm i ] Emmnmnm 1 x-mtuzmmn 

<0i *>]mti 1 5£S£^ L 3 74Btt>6£fttUK 
W*#***y:f.*?U:t*l<T!*4. VTiirtAMBL 

a p c R^tc i & h c vae^^g^wcj^ » 
¥m^2x-n-^hb^m.m^h i 7ffi&&>6«* 

[ff*«3] EW«<OB5«l*#3T*S^SJgSE?i| 
til P C Rj££ iSHC Vitg^tfOffl^^tCfflt i tit 

[ mm ] ffliE* u ? f - h u . e^is^e 

#S^4T*S*l.£igSE5iJ£-*-f£ 1 9«3I*^«4 

<r>ohimth l 5Jgg&^L4 1 
FJSr*rf$*y:Of?U*?-l<fc:, l-tf-*-&Jfcfe* 

T-fc£. U7A*4AttlljPCR&(cJ:6HCVj|&7 

^ffljg^fcrtfcffl^t^i r n-7. 

[fS*JS6 1 fiiriejr y 1* ? kii, eh*** 

S VSfcfffe&T'fcSJfcfciS 5 X<± 6 E«or n- 

7\ 

[fS*«8] il^jg l XJi 2£a?)7 * 7- KBfr 7 
-fv-t, IS««3X«4aKc7)yA'-xfflSr7>f7- 

[OOOl] 

imnstt&m-mi *%mi. vr^^^ma 
p c Rmz x 5 c sffffc? 4 a* < a i ^ 

r HC Vj tv^ ) <3tt6*i^lffc*iifcffi^#i4 

[0002J 



(2) #$¥11-10389 9 

2 

Hitt. >£1£¥PCR (RT-PCR) tttcj: OtPfirirfi 

X^i. Z<Dimt. <1) Jt«f*>^RNA (HCVJI 
fr^±RNAT*4) (2) tMBLfcRNAttl 

Sfc-fScDNA^du (3)lstPCRCJ:$itiig. (4)2 
ndPCRiCiSiiS (SS^±{f5/;WciS©{i2iiiff 
£3 (nested PCS) ) x (5) Ttiu-XYlV^W®^ 
(6) T-99mt^0. SlgtCiOfif^^T^S. 
*jfc. .ItORT-PCRftfcSouthern^Jrlfi^i^ 
^RT-PC RSouthernftTlfegr R N A S^fi-f h Z t 
10 t^ilT'*!.. 
(0003] 

[&TO?ftLJ:5i:-f4ilW] HC V<374;PXft*- 

X-g&Vbb. LfrLKWC ±IE^RT-PCRftT 
ttz. RT-PCRSouthemft{i. IS 

mittxti&Bifmmmtzzttfx'Ztittimzii 
fir* 4. 

[0 004] 8!oT. *%BH<7)BW«. HCVJSii* 

ft*. 

[000 5] 

SyT^'f A«ajPCRft (Proc. Natl. Acad. Sci. 
USA, Vol. 88, pp. 7276-7280, August 1991, Biocheni 
30 stry; ^^6-50 00 2 l^ffi) ^ffl^THCV 

ra-ynwtfc^MiziiiXii. m^mm&v/'x 

W3i<7)mm, ®%.<7)Ty4'?-&VTn-7't;m^Z>Z 

t iz J: o y ^ Afijas p c Rftfcffiv #«{ciS® 
Stc. Sulfate* fc THCVS-EWtsgfi-fSwi: 

[0006] -fSri)^. *&Hflli. ffiW^EJ»J#^-l 
40 T'^$il5««5(l«a*.aSB!1-Sl 5^S5rOL3 7 

y7;p^^x.«a}PCRatcj:SHcvite : F^jH 
7*7- Hfflr^'f -7-$-s*t)- 

SEf9^5 *>m-tZ 1 5Jfi«=5:^L3 9Sa*^^& 

«»E^«:StS5l-y^jr^u^^KT'J>l.. 

4 A&ifi P C RffiK J; * H C Vitfc? W^W7t«){Cffi 

#JJU. E»WIS#5T*?<t*«S3IE?iJ<7)3^ 



r 



r 



(3) 



ErRR*! 1-1 03899 



m.^-f-^mtm^w^^y^ 

U7/kM A«tBPCR^J:SHCVafi^-a 
7k£ffll\ ^a^^iiflg-^ H C VSfirf 

[0007] **bb«)7 * v- hw 5 ^ v-(±. wm 

L 3 7ig3£, mt<lil 5E»&^Ll 9£ 

£*^j£*ss§:yij£*r-f s * u ^ ^ u**- ft* 

i (^?<i^9#a*>4,»2 9#s^s^*^^se 
hwm-h i ssaesrv^L 1 9&g. *c. mm 

#^2(3*S*l&. 1 7J§S*^S!tSS«S?iJ^t-f s 

f-MfilT. r l 3 0nt j OJ.3CEIK) -14 6n 

KJHi&JffC* 9 , Kato N. et al., Proc. Natl, tea 
d. Sci. USA1990; 87:9524-9528 (CfEttSflTUi. 

[0008] *%w<7) y ><-mry 4 ?-it , cm 
w&n%^3x-*zti&&&&.fl<r)o*>mmth 1 5 a 

£*v>L39i!S. Jf*L<lil7S£$:UL2 1*g£ 

*»t«*fisie5ij!£r^-rs^ y =f* 7 u** k-c&s . 

i5£ii63S9#a*»£®3 1 *B<0««A»<9l«SEW« 

^as-rai 7jss*ul2 is, »fc, mm 

^EJdti. HCVyyAO2 7 2-2 90nt{=A-f7 
[0009] *^*<07T3-7li. *y rfj?7 K 

mwi. &mn&.nm5x-mti&®m&i<?>5 

15t&m%^l 4 1SS. ffiL<(119S 
£*nL2 3ig£. ^Jfi£flOHEM»#f£. «*U 

9*,jIi£*-619<SaS$rV*L2 3i§£. EW#f 
6T*Sil4 2 1 t 



i. Kca. Em^6X'^tihmmintHcvy/ 

A<0148nt~168nttffl^-fStO'T'J)5. % 

xtzmtmix-®m&Lx 

54 7- k rn-y^x-f 7>j ^-f x-tzmmtf^tz 
mm 1 zt&z*, ^x-^htt ffiRth-mtth h . 
[0010] imiis*~?-%%mi±. sswf-?- 
10 %mmtftm?xy+v- mte&tm-nm-? 

t fi~e)7a-nz&iiZi\x\>w^mx'it%mg. 
tfmzti*»it*rchs. lx 

Us F AM {b~i])Vif-*i/-7n,*\s"/ J c4V) <0«k 
Y-®tfe5Rk LTtt, TAMRA <6-^tf*v- 

Th^f-zP-o-ysy) oia^D-ys^^ 

7o-7t7)^ 'J rT jt 7 U*^- HffBc7)-« ( JJ i L 
<{±5' $*) fcHlf-^-SBtfilW, ISC^i^ 

e et al.. (1984) Nuc. Acids Res. 12:3387-3403X1/1 
yeretal., (1990) J. As. Chen. Soc. 112:1253-1254 
ZMS&ZtiX^b. 
30 [0011] *JWfe>*je-Ctt. ±jE*WH^>7 * V- 

■J-^tHCVSMrftlffltLTaMWPCR (RT- 
PCR) *fi^V\ R)C}i&5»i5.c7)^3fcSryr/P^-f MZ 
Wfeth. Z.W)T)V94 A«iaiPCRite«t{i^3giT' 

t&X'tb. 

[0012]RJCI±. SiHCV^RNA. ±ffi7*7 

-rMWcw^ttDNA-ityx^-Hf 

SrtlT-fStO) . dATP, dGTP, dCTP, dnPSr^OjSSE 
dTTPCrtiT, dUTPlr^V\ ^y> 
nr-N-jnjair?—* (UNG) *ioi*ikKJ. 
0. M®<7) PC Rmifr t> crj^A DNASr KM? IZt 

mizmmtix^h. tcts. mmmtLxu. hcv 

50 R T - P C R«0«£ k ^ ^ t . T 



( 



( 



5 

smmmiz t m-mzmz nx^i. 

[0013] Kf&X'li. t-T. HCVWRN At»mfc 
L,TcDNA#£jjji$fl. anf, lOcDNAfrj&g 
iLTPCRtJ;i)DNA^l^{»<ie#S. 4MIDNA 

o-rtt-^c«*aB«««iD n At/vf y ^ x-r 

-7i>"\4 / 'J *M N AfcttSfc * 

S^^iES&i:. DNA-iry.*?-- t*«OX*Vjt?U 
7— fc'Sttfc J: "5 Xo-X# 5 ' «M*&;fiD*#j|f 3 

KiBH-f S&yt&flSx^/Mf-lg^tJ: 9»MS*rCH 

ti. tt«iim+fcHCVWRNA*qfffiL^lr^K: 
tt» DNAVmmft&ZKW^ To— XJiDN At 
'WXyZ-fXtf-f. »r>TDNA,-ffJ>5— fe'KJ:o 

n a ?rttai-rsc: i mm-ch& . 

[0014] *mom.Tli. m$Z&t: V 
&£Mfct&. -ttchh. 9t*5M**J&Lfcjtf*6PC 

T. J*«iSS^4'^HCVRNAc7)ft*<$^ilt\ 

^ZZblZX 1 ). ffiS©CiR+tf)HCVRNA?)5£fiM5£ 
ZftKoZttfX-Zh, «fc9£ttWfcli, fiWtf. HC 
vrn A££i3n,»*#7M Xa vhD-;H:fcft&# 
-•H^/P (0Hi.{f 3~1 cr)%m&omm 

*W««>HCVRNA*jei»&**;:i:#?*8. 



(4) fMTl 1-1 0 389 9 

6 

*>*3, tttfetM4^HCVaRNA|^ffl*fftHM| 

K-t OSS^ISfJ+^HC VRNA<0»Sr€4^-rSi 
8. ftoT, *S$fflw;fr8;CJ:iT.tf. S£J|W)R 

T-pcR^iot, p c Rmzmm®zm:-?Tm 

[0015] 

io immi ot. *^Bfl*«t«t:^s ct 

t>*>Ttt&K 

too 1 6] sssai 

(i) r54v-<o-£js 

E?J#^2H^Sns 1 7g£A»*>j£8ia&EJiJ£:rf 
SI 7me r^V^DNAtflS^jSL. 7*7-K 
$774 1-t Lfc. ifc. Efl**4tC*S*l4 1 9 
tfOtofejfitaaflEM**?* 1 9me rOsTyrfDN 

20 [ 0 0 1 7 ] (2) ro-xoisii 

EH**6 fcij*S*i4 2 1 m& b&bWOSH&rt 
1)2 1 me r^+iJ^DNA^-lfc^fELfc. -TW^y 
d'DNAP) 5 ' JfcigHFAMSr, 3' »TAMRA 

[ 0 0 1 8 1 (3) £/£RNA<7)it!S 
HCVSfif«5' «Hi«t*trr?X5H-C*4pC[l 
5(J. Virol. Vol. 66. p. 1476-1483, 1992) Srflifi: L 
TT7#yj»5— tfCJ:9 176 2<H^)RNA^jS 
U 5.04 x 10»*»/95.O4 x 10°3e-/.u 1 iTIOte 
30 #S^JS-f^SL7t. 

[00 191(4) KiC^ISS! 
UE7"?4 V— . rn-^ayTerkin Elmer TaqMan EZ 
RT-PCR Core Kit (ffirffrfi, Perkin ElnerttlS) fcffJH 

T. RJS-7-x-Xl i iz^-rs^m 

[0020] 

[*1] 



( 



( 



(5) «*8¥1 1-1 03899 



7 




8 


$» 


«fi (a 1) 




DEPC* 


17.93 




5X Titfaii EZ Waiter A 


10 


u 


10 & dATP 


1 


200 jiM 


10 bM dGTF 


1 


200 MM 


in mM 6tTP 


1 


2O0 /iM 


20 bM (HTTP 


L25 


5O0 uM 


15 nM7**-Wr/9-fV- 


0.66 


200 DM 


15 


0.66 


200 dM 


3 fiM^n-^ 


5 


300 DM 


rTth DMA 7—^(2.5 U/ Ml) 


3 


7.5 D 


As8&rase(Aia«) DNG (lU/nl) 


0.5 


0.5 0 


25 bM to(QAe), 


6 


3d 



[0021] (5) iJT/Vf-i ■l*8MiP CR * PRISM 7700 Sequence Detection System (iffiift£. Perk 

Perkin Elmer Micro/tap Optical Tube (ffiAS. Perkin in ElnerttR) h U WT'O&fr'CSJGSrff'Sro 

KiaerttK) i 0 . JJEEJSS* 4 8 n I Jni . PCR»4W4 ^;wSfc«3t»«Srii£L-r-^Sr 

*ifcjja«wijw»RNAj«i2*i i taanLfc. 20 mufcLfc. 

Jftvr (Perkin Elmer Optical Cap) £LfcSL ABI * 

fflADNAOUNGfcJStflWRJE 5 01C. 2#H 

JEK^Ig 6 OX;, 3 0 #13 

PCR 9 5iC. 2 of^ia 

6 2V, 1#H 

£<OPCRtM?;Hi5 3[5M&9jIl*:. « [0023] m&MZ 

[0022] (6) t£Sk (1) ffiknCVRNAVtSm 

9)VSLimmz. %ffl&f£C?>%fciffimzb'>Xr CSffifeg#<7)IlllW«- 2 O O ^ l 13, SepaGene RV-R(j8f 

□ -/ K L^I»«H 1 H 1 «K «W«lMlfc 30 B B tf&. E5£M^ttlg«KttajfflaaS) 1 S (sassa* 

li. tefW*5HCV*>RNA*>:ie--R (tCHIl±l&) ») 3 0 0;u 1 . 2i8 (IMS) 3 0 0*i 1 tlH*.M*r 

«t^{=2*t lfflV^T. ±E«K OK-A 1 ) U 3fflE (ttSJW) 600^ 1 Mai. 1 OdMBBftt- 

2fg) <Ofg»SWr£*-f . 01i 0. <E-;fxW)&8l$S 2 OTiri Ofl-GStfSL*:. 12000 xgtl 5#HBt'l> 

&gfc£{fclijL£>ft$:^A<. hh-Wni&Z'&Zht mMHft. 12000 x g T*2 O#0jS'l> Lfc. 1 

&3^j£A\-i;i;:fajjirf & .r . -f-LT. ;?>i* m 1 ?>7 5%x?y-;w-C2[°]&frU 20Ati«0Dn 

3et*0^)S=5:t@JllA«S&i &tr^f ^HttJiafcfffl?**) . RNase HMUDDBPCMn>fcTffil L. ffl^^t- 

Hcvt7)RNA3t-»*s^v^at'/jssi,^t*^ -80trcflt#L&. 

6. ifc. iJBUT'A'M A PC RfcfcWC, HCVO [ 0 0 24 ] $tft0U r^-fv-fcffl 

RNAtm>ltRtCOV^ot«f^3y 40 K JUIMlfcHtfij£afi^£HKU:. Perkin E 

ha-;U03-l 51M ?rt-Cfctt&®*aUS<7>»»fll lser Micro/tap Optical tubel**>7t0, C^RjSSJSr 

M«01 OffitHfffcU C^BfefcjSifc-'M^MR i5.5v\lRt. -t Z\,Z±£iimA®&&n.ti Aj§?S4.5 

/H*) RNA3t-»o?gffl«K^«ll»fC. /HSKffifcfrWeLfc. tt^Sg^RT-PC 

±lfigB«ti@it^^^Ha*|gttiCi:^-Crn7 M. R£ (flltifflk r fc£2:&Wj 1997, Vol.25. No. 6, 51 

fzm*®2lZ7!kt. 02H*rf J:^C. RNA3t-« 3-519)tJ:0. Httt«iM«{COV^HCVRNA<03 

mm&mr) (m&m.9%). ±mvj ri^zmfc ess*, tea. 123*. ia, 1 b. 2a. 2b. ib 



( 



(6) 8$m 1-1 0 389 9 

9 1 0 

[0025] 03JC7SSit&J:3K, * [0027] 

[0026] EJlJtf>£3 : 3 7 

CCCCCCCTCC OGGGAGAGCC ATAGTGGTCT GOGGAAC 37 

t o o 2 8]mm^ : 2 ksmos ■. urn 

Wffl<?)£2 : 17 810 
SM 

CGGGAGAGCC ATAGTGG 17 
[0 0 2 91E5IJ#^: 3 *m<?>m : «®t 

S20|tf>£$ : 3 9 * 

CCTATCAGGC AGTACCACAA GGCCTTTCGC GACCCAACA 39 
[00 3 0]EJ!!I#^: 4 ftEMOffi : ttM 

E?|J<0£3 : 1 9 A 

AGTACCACAA GGCCTTTCG 19 
[00 3 1]ffi5!I1f-s§-: 5 *Eai«>£: 
: 4 1 ♦ 



CCATAGTGGT CTGOGGAACC GGTGAGTACA COGGAATTGC C 41 
[00 32]E5iJ#^: 6 *S5U<?>S:«S 
E*"I<9£$ : 2 1 * 

CTGCGGAACC GGTGAGTACA C 21 

[ia®^fB#^iiBB] Kv«RNAt«eufc**t*»t*. «mK«D3Mb# 

[0i ] **»oa«fefcj: o , 4«mKn^Hc v 30 mitaifc^ ^^»fcoBi«s-^-r0r*i. 

[02] #aa»i:^wOHTHCVWRNAtf03e- jjrfHTfcl.. 



r 



(7) ftmyi 1-103899 

[01] 




[02] 











* 


saoo- 


tt 




X 


4O00- 


*: 






30.00- 








20.00- 


ft 





1 — i — I — I I I I I I r 

0.0 1.0 2.0 3j0 4,0 5.0 6.0 7.0 6.0 9.0 



PGR H»tt<OH CV RN A03 ?~ft (*JBttft) 



(8) 



[03] 



10* 

i 10* 
u 

TCP 
TO* 

. 10> io> 10* ID* 10* 10* 
n&RT-mi (atf-ft/SOfil) 

■ 1b nml 
• 2b n-« 



(72>»hJ» TO ffitS 



